Denaturant-induced equilibrium denaturation experiments of I32 (red), I27wt (black) and I27st (blue). All the three proteins are well described by a 2-state model, indicating that only the native and denatured states are populated at equilibrium. I27st is significantly stabilized compared to I27wt, even though no correlation is expected between thermodynamic and mechanical stability [1] (which depends on the height of the transition state energy barrier). Dependence of the (un)folding rate constants of the three proteins on GdmCl concentration (chevron plots). I27st unfolds more slowly than I27wt; this evidence first suggested that the engineered mutant could be mechanically stronger than the wild-type protein, since a correlation between unfolding rate constants and mechanical stability has been demonstrated in this protein family, because the same regions of the protein unfold in the mechanical and chemical transition state structure for unfolding [1] [2] [3] .
